Isolation of Sterols. Whole plants of E. sieboldianum (4.0 kg) were extracted 3 times for 24 h at room temperature with 80% aqueous methanol (MeOH, 18 L × 2). The MeOH extracts were partitioned with water (2 L), EtOAc (2 L × 2), and n-butanol (2 L × 2), successively. The EtOAc extract (ESE, 44 g) was subjected to silica gel (SiO 2 , 200 g) column chromatography (c.c.) ( 
Results and Discussion
Whole plants of E. sieboldianum were extracted with 80% aqueous MeOH, and the concentrated extract was partitioned with EtOAc, n-BuOH, and H 2 O. From the EtOAc fraction, three steroids were isolated through repeated SiO 2 and ODS column chromatography. Two known compounds, 1 and 2, were identified as stigmasta-5-en-3β-ol (β-sitosterol, yield: 1.7 × 10 −7 %, 1) and stigmasterol 3-O-β-D-glucopyranoside (yield: 3.7 × 10 −6 %, 2), respectively, through the comparison of spectroscopic data with the literature. [3] [4] [5] [6] [7] Although stigmasterol, an aglycon of compound 2, frequently occurs in plants, the glycoside has very rarely been reported from natural sources. C-18) ]. This information led us to conclude that compound 3 was a stigmastane-type steroid with two hydroxyl groups and two double bonds.
One double bond was demonstrably located between C-22 and C-23 because of their specific coupling patterns (J 3 = 15.2 Hz, trans-conformation between H-22 and H-23). [3] [4] [5] 9 Determination of the final structure of 3, including the location of the functional group, was accomplished by 2D NMR experiments, including gradient correlated spectroscopy (gCOSY), gradient heteronuclear single quantum correlation (gHSQC), and gradient heteronuclear multiple bonding connectivity (gHMBC). In the gHMBC spectrum, the olefin methine proton signal at δ H 5.35 (H-7) showed cross peaks with 3 methine carbon signals [δc 51.1 (C-9), δc 45.2 (C-5), and δc 55.5 (C-14)] by J 3 correlation and an olefin quaternary carbon signal at δc 139.0 (C-8) by J 2 correlation. Therefore, the two double bonds were determined to be located between C-7 and C-8, and between C-22 and C-23. Some cross peaks observed in the gCOSY spectrum of compound 3 such as between an olefin proton signal C-17) ], a methylene carbon signal at δc 39.8 (C-12) by J 3 correlation, and a quaternary carbon signal at 43.6 (C-13) by J 2 correlation in the gHMBC spectrum. The new compound was identified as stigmasta-7,22-dien-3β,4β-diol. The comparison of spectroscopic and physicochemical data of compound 3 with those of several known stigmastane sterols having two hydroxyl and two olefin groups such as stigmasta-7,25-dien-2α,3β-diol, 10 stigmasta-5,22-dien-3β,7α-diol, 9,11 stigmasta-5,22-dien-3β,7β-diol, 9 ,11 24-methylene-27-methylcholesta-5-en-3β,7α-diol, 12 24-methylene-27-methylcholesta-5-en-3β,7β-diol, 12 recursterol [stigmasta-7,9(11)-diene-3β,6α-diol], 13 stigmasta-5,22-diene-3β,25-diol, 14 and stigmast-5-en-3α,26-diol 15 led to confirmation of the structure. Moreover, the identified sterols 1 and 2 were also isolated for the first time from E. sieboldianum. 
